Figure S1
In vitro conversion of Sep-Mj*tRNA Sec by PSTK. 750 nM 32 Plabeled tRNA Sec transcript was incubated with 600 nM SerRS and 1 mM Ser for 45 min at 37°C (lane 1); 600 nM SerRS and 1 mM Ser for 45 min at 37°C first, then 375 nM PSTK added, followed by incubation for 30 min at 37°C (lane 2); or 600 nM SerRS, 375 nM PSTK and 1 mM Ser for 45 min at 37°C (lane 3).
Aliquots of the reactions were quenched with 100 mM sodium citrate, pH 5.0 and digested with 0.66 mg/ml nuclease P1 for 45 min at room temperature. Samples were spotted onto a PEI-cellulose TLC plate and developed in 100 mM ammonium acetate, 5 % acetic acid for 75 min. Plates were exposed on a FujiFilm imaging plate, and scanned with a Molecular Dynamics Storm Values in parentheses are for the highest resolution shell.
Table S2
Dissociation constants of M. jannaschii mutant PSTK:tRNA Sec complexes
a Dissociation constants were determined by enzyme titration using M. maripaludis tRNA Sec in vitro transcripts. Experiments were done in triplicate and repeated twice. In the titration experiment, the wild-type and mutant enzyme concentrations were varied from 5 mM to 0.61 nM. The enzymes were incubated with 5 nM 32 P-labeled tRNA Sec on ice for 15 min, followed by spotting onto an upper nitrocellulose and a lower nylon membrane (Hybond-N+; GE Healthcare). The filter binding assay was performed exactly as described (Sherrer et al. (2008 ) Nucleic Acids Res, 36, 1247 -1259 .
